EXPERIMENTAL METHODS

PAC library construction
In order to obtain the entire valinomycin biosynthetic gene cluster and further heterologous production, a genomic PAC library of Streptomyces sp. CBMAI 2042 was constructed by Bio S&T Inc. (Montreal, Canada). Pelleted mycelia of Streptomyces sp. CBMAI 2042 were prepared for PAC library construction by growing the strain in 30 mL of TSBY medium inoculated with one single colony from fresh SFM agar plate. The culture was centrifuged (4,000 rpm, 10 min), the pellet was washed twice with buffer (200 mM NaCl; 10 mM Tris-HCl (pH 8); 100 mM EDTA) and flash-frozen in liquid nitrogen. The tubes containing 1 mL of frozen pelleted mycelium were shipped in dry ice to Canada. The PAC library was constructed in E. coli DH10B hosts from large genomic DNA fragments ligated into pESAC13A vector digested at BamHI sites and comprised 5,376 individual clones, with an average size insert of 92 kb, which represented more than 20 times genomic coverage. The average size was based on 10 randomly selected clones and none was lacking insert. Bio S&T Inc. performed the screening of the library with primer pairs provided. PCR reactions with primer pairs (Table S3) 
Transfering PAC clones from E. coli DH10B into E. coli ET12567
E. coli ET12567 (CamR), TOPO10/pR9604 (CarbR) and DH10B/PAC (AprR) were the strains used for triparental mating [1] . For TOPO10/pR9604 the antibiotic used was ampicillin instead of carbenicillin.
Initially, a pre-inoculation for each strain was cultured overnight in 5 mL LB medium containing appropriate antibiotic, at 37 °C and 250 rpm. From such cultures 500 µL were inoculated into 10 mL LB medium containing half of the working concentration of appropriate antibiotic and incubated at the same conditions until A600 reached 0.4. The cells were pelleted by centrifugation (2,200 × g, 5 min). The pellet was washed twice with 20 mL of LB medium and resuspended in 500 µL of LB medium. 20 µL from such suspensions were mixed together and dripped on LB agar plate without antibiotics. After drying the plates were incubated at 37 °C overnight for triparental conjugation. To select for E. coli ET12567 derivatives containing the PAC clone and the helper plasmid (pR9604) the cells from the spot were streaked onto fresh LB agar plates containing apramycin, chloramphenicol and ampicillin antibiotics and incubated at 37 °C, overnight. Colony PCR analysis were carried out to confirm the presence of the PAC clone in ET12567.
Intergeneric Conjugation
Suspensions containing S. coelicolor M1146, E. coli ET12567/ PAC 4H and the helper plasmid (pR9604) cells were plated on SFM agar plates and overlaid after 16 h with thiostrepton (50 µg mL -1 ) and nalidixic acid (25 µg mL -1 ). After 4 -6 days colonies were streaked onto SFM plate containing thiostrepton (50 µg mL -1 ) and nalidixic acid (25 µg mL -1 ). Thiostrepton resistant colonies were grown in TSBY medium for genomic DNA isolation and PCR analysis to confirm the presence of the entire PAC clone in the S.
coelicolor host. 
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